The genes ABCC8 and KCNJ11 have received intense focus in type 2 diabetes mellitus (T2DM) research over the past two decades. It has been hypothesized that the p.E23K (KCNJ11) mutation in the 11p15
Introduction
Type 2 diabetes mellitus (T2DM) is a pandemic that affects 6% of the adult population in developed countries [1] . Both genetic and environmental factors play a role in the development of T2DM. In particular, ABCC8(ATP-binding cassette, sub-family C (CFTR/MRP), member 8) and KCNJ11(potassium channel, inwardly rectifying subfamily J, member 11) have been the focus of T2DM research over the past two decades due to their possible role in the pathogenesis. These genes are located4.5 kb apart on chromosome 11p15.1 and encode the human Kir6.2 (KCNJ11) and SUR1 (ABCC8) subunits of plasma membrane potassium (K) ATP channels expressed in pancreatic β-cells. The promoters of both genes have been cloned [2] , and polymorphisms in these promoters can lead to aberrant expression of K ATP channels, which can consequently disrupt the normal stoichiometry (4 Kir6:4 SUR1) of the two subunits that is essential for proper channel function [3] . It is well-known that mutations in these genes cause the autosomal recessive disorder familial persistent hyperinsulinemic hypoglycemia of infancy [4, 5] . In 2002,Schwanstecher et al. provided evidence that ap.E23K polymorphism in KCNJ11 (SNP rs5219) alters protein function by inducing the spontaneous overactivation of pancreatic β-cells. This results in an increase in the threshold ATP concentration required for insulin release [6] . SNP rs5219 has been shown to be associated with T2DM in many populations of Europe and East Asia, but not in Ashkenasi Jewish [7] , Mongolian [8] , or Indian [9, 10] populations. It has been hypothesized that the rs5219 (p.E23K) variation in the 11p15.1 region may play an important role in the development of T2DM, thus making it a popular marker to assess inKCNJ11.However, to date the influence of ABCC8 SNPs on the susceptibility to T2DM has not been well-characterized. Additional SNPs within ABCC8have been studied for predisposition toT2DM(e.g., exon 16: c.2117-3C>T, exon 18: p.T759T (ACC->ACT, rs1801261), and exon 33: p.S1369A).It is difficult to generalize the results between the different association studies on the SNPs of ABCC8.In 2009, Hamming et al. found that the p.K23/p.1369A haplotype that resulted from a direct effect of the ABCC8p.1369A risk allele led to a decrease in ATP inhibition, which was likely due to mild increases in intrinsic K ATP channel MgATPase activity. Moreover, a strong linkage disequilibrium in the 11p15.1 region has been observed in European populations (r 2 = 0.98) [11] . It would thus be necessary to genotype both polymorphisms in populations in which p.E23K and p.S1369A mutations are present at high frequency. Earlier association studies of these polymorphisms in KCNJ11 and ABCC8 were only conducted in the regions of Russia near Europe [12] , but not Siberia. Therefore, the first aim of this study was to explore associations between T2DM and two SNPs, KCNJ11 (p.E23K) and ABCC8 (p.S1369A), in a Siberian population. To the best of our knowledge, this is the largest study reported to date on the association of these SNPs in Russians with T2DM.Despite the clear functional role that these two genes may have in the pathogenesis of T2DM as well as several association and metaanalysis studies, the generalizing conclusion for all races have not been done. All previous meta-analyses of p.E23K and p.S1369A included different groups of selected studies, and some studies were not included. To date, there has been no summary analysis of all previous results. Therefore, the second aim of this study was to perform a meta-analysis of these SNPs based on data taken from all available previous studies as well as our original data.
Materials and Methods

Participants
The study population was comprised of 1384 individuals with T2DM (Female = 78%, mean age ± SD of 59.7±8.6 y, mean BMI = 33.6 ± 6.5 kg/m 2 ) and the control group included 414 healthy individuals (Female = 57%, mean age ± SD of 32.7±10.6 y, mean BMI = 23.6 ± 4.0 kg/m 2 ). Diabetic and control individuals were recruited at the diabetes center at the Novosibirsk Regional State Hospital. All individuals participating in the study were members of the European Russian ethnic group. The protocol (#52) was approved by The Local Ethics Committee of the Novosibirsk State Medical University on March 19 th , 2013. All participants signed a written informed consent. All consecutive patients were deemed eligible pending signed informed consent and meeting inclusion/exclusion criteria. A control group was included that consisted of volunteers who were 18 years older with normal fasting and normal 2-h oral glucose tolerance test (OGTT).T2DM was defined according to the WHO 1999 criteria [13] . A clinical examination was performed that included an interview, anthropometric measurements, and blood collection. Distributions of the primary phenotypes are listed in Table 1 .
Genotyping
DNA was isolated from venous blood using a standard procedure. Briefly, samples were collected and the blood was separated and lysed. Protein was then hydrolyzed with proteinase K and the DNA was extracted using phenol-chloroform followed by precipitation with ethanol. Genotyping of the SNPs was performed by real-time PCR using the following TaqMan probes (rs5219: forward primer 5'-ATACGTGCTGACACGCCTG-3', reverse primer 5'-TGCCTTTC TTGGACACAAAGC-3', 5'-R6G-ACCCTGCCGAGCCCA-BHQ-3', 5'-FAM-ACCCTGCC AAGCCCA-BHQ-3'; rs757110: forward primer 5'-CTACGACAGCTCCCTGAAGC-3', reverse primer 5'-TGACTGCGAAGCCATCC-3', 5'-FAM-CCCTCATCTCCCCTGGACA-BHQ-3', 5'-R6G-CCCTCATCGCCCCTGG-BHQ-3').The PCR mixture contained DNA (40-100 ng), each primer (300 nM), TaqMan probes conjugated with FAM or R6G (100-200 nM each), dNTPs (200 μM), amplification buffer, and Taqpolymerase (0.5 U/reaction) in a total volume of 25 μL. Amplification was performed using aCFX96 cycler (Bio-Rad, USA) under the following conditions: initial denaturation for 3 min at 96ºC followed by40 cycles of denaturation at 96ºC for 10 s and annealing of primers and subsequent elongation at 60ºC for 40 s. The call rate for both SNPs was 100%.Case and control samples were plated together. We also included 10% duplicate pairs for both case and control samples. The concordance was >99%.
Statistical data analysis
The Hardy-Weinberg Equilibrium was evaluated using an exact test of Hardy-Weinberg Equilibrium for 2-Allele markers in the R package "genetics". Possible associations between SNPs and disease development were found using logistic regression analysis adjusted for age and gender, as implemented in the "glm" function of the R package for statistical analysis (www.rproject.org).Meta-analysis and estimated heterogeneity were carried out using the 'rmeta' package for R (http://cran.r-project.org/web/packages/rmeta/rmeta.pdf). Pooled odds ratios (ORs) were computed by the fixed-effect model for data combined under no heterogeneity between studies. If there was significant heterogeneity between studies, then the random effects model was applied for combined data. Haplotype analysis was carried out using the 'haplo. stats' package for R (http://cran.r-project.org/web/packages/haplo.stats/haplo.stats.pdf).Results were considered statistically significant for all statistical calculations if P< 0.05.The power of 
Results
Association of SNPs with T2DM
In this study we assessed SNP genotypes [rs5219 (p.E23K) and rs757110 (p.S1369A)] and found that the distribution of both SNPs corresponded to a Hardy-Weinberg equilibrium (HWE) in T2DM patients and control groups ( Table 2 ). The frequencies of occurrence of the T allele of rs5219 in KCNJ11 were 0.63 and 0.62 in control and case groups, respectively. The frequencies of occurrence of the G allele of rs757110 in ABCC8 were 0.61 and 0.62 in control and case groups, respectively. Associations between the T2DM and genotypes of SNPs were estimated using logistic regression analysis adjusted for age and gender for three inheritance models: additive, dominant, and recessive. We found that neither rs5219 nor rs757110 were associated with T2DM in this patient population.
Meta-analysis of rs5219 of KCNJ11
Study selection and characteristics of included studies. All published studies that evaluated the association between rs5219 of KCNJ11 (p.E23K) and T2DM or NIDDM were collected through a PubMed search of studies published before June 2014 using the search terms "KCNJ11", "polymorphism", "T2DM", and "rs5219" in different combinations. Studies included in our meta-analysis met the following criteria: 1) conducted as a case-control design; 2) evaluated the association of rs5219 and T2DM; 3) written in English or included an abstract in English with sufficient information; 4) reported sufficient data for an odds ratios (OR) calculation; and 5) reported sufficient data for obeying HWE. We also performed a manual search of references for potentially relevant articles, and missing information was requested from article authors. If a reply was not forthcoming, then the study was excluded from the meta-analysis. Allele frequencies were calculated from the corresponding genotype distributions when not provided: [Fr. p.23K = (2N KK +N EK )/2 Ã (N EE +N EK +N KK )]. In addition, we found several metaanalyses that had been previously published. Available information on the study design, race or ethnicity of participants, first author, published year, reference, sample size of case and control, OR, 95% confidence intervals, and rare allele frequency in the control group are shown in Table 3 . Meta-analysis results. We identified a total of 67 potential articles for meta-analysis, but 24 were excluded for not meeting the required criteria (Fig 1) . We did not include the Utahand U.K. samples from Inoue et al. [14] because p.E23K failed to meet HWE in the control group (p = 0.002 and p = 0.04, respectively). Results from both studies with Russian samples were excluded because in one study, rs5219 failed to obey HWE in T2DM (p = 0.0002) and control (p = 2 x 10 -8
) groups, and in the other study the control group failed to meet this criterion (p = 0.02) [12, 15] . Results from Koo et al. [16] were excluded because control group genotypes reached borderline significance for HWE (p = 0.05), and the results of Sale et al. [17] were also excluded because rs5219 (p = 0.0009) deviated from HWE proportions in African-American patients. In that study, the minor allele for this SNP was rare (0.056) in the population, and results for only dominant models were available. The results from Bronstein et al. [18] also exhibited a significant deviation (P < 0.05) from HWE, and the results of Keiko et al. [19] were also excluded due to a HWE mismatch. We did not include data comprising 182 and 268 British patients studied by Sakura et al. [20] and Inoue et al. [14] , respectively, as well as 133 Danish patients reported by Hansen et al. [21] . These were included in the UKPDS cohort [22] and Nielsen samples were addressed in Nielsen et al. [23] .Results of Miyake et al. [24] were excluded Table 2 . Odds Ratio for Three Genetic Models for SNPs: rs5219 and rs757110. [37] , and Yamauchi et al. [38] were also excluded from our meta-analysis because genotype data were not available. We performed a meta-analysis of our own results combined with previously published data on the association between rs5219 and T2DM (Table 4, Fig 2) . A total of 56,210 T2DM patients and 81,088 control patients from 44 studies were included (total sample size was 137,298). In 41 studies, the 5219[T] allele was the risk allele; in four studies, the opposite allele was 
<0.001
Results of meta-analysis of p.S1369A (ABCC8) identified as the risk [9, [39] [40] [41] . In the first meta-analysis, the total OR for all studies was 1.14 (95% CI: 1.11-1.17) with a statistical significance of P = 6 x 10 -22 , and the heterogeneity test revealed significant differences between studies (P< 0.001).No publication bias for the SNP rs5219 was found according to Begg's correlation analysis (corrected z = 1.26 and corrected P = 0.21); however, according to the Egger there was publication bias between studies test (t = 1.90, p = 0.06) (Fig 2) . We then divided all studies into six groups according to ethnicity (Caucasian, Asian, Indian, Arabian, Mongolian, and Ashkenazi Jewish) and conducted a metaanalysis for each group. Significant heterogeneity was found for the Caucasian, Indian, and Arabian subgroups. The highest OR was obtained for Arabians [OR = 1.28, 95%CI (1.15-1.42)] and the lowest OR was observed for Asians [OR = 1.11, 95%CI (1.07-1.14)].We found that rs5219 was not associated with T2DM for Indian, Mongolian, and Ashkenazi Jewish groups. We next performed a meta-analysis that included all seven studies in which the control group did not obey the HWE (S1 Fig, Table 4 ) [12, [14] [15] [16] [19] [20] [21] . Sample sizes of the T2DM and control groups increased to 57,994 and 82,733, respectively, with a total sample size of 140,727. The pooled OR was 1.15 [95% CI (1.12-1.19)] with significant heterogeneity between studies (p < 0.001).Previous meta-analyses also exhibited heterogeneity between studies [42] due to the following possible reasons: ethnicity, sample size, mean age of cases and controls, gender distribution in cases and controls, and body mass index (BMI). However, BMI alone only explained approximately 11% of the heterogeneity (p = 0.03).We plotted an L'Abbe plot [43] to visualize differences in the frequency of rs5219 between populations (Fig 3) and assessed the dependence of ORs and p values from effective sample sizes (Figs 4 and 5) . We used the effective population size as given by the doubled harmonic means of case and control group sizes to overcome the differences in proportion between controls and cases.
Meta-analysis of rs757110 of ABCC8
A search for publications on the rs757110 was conducted in a similar manner as described for the rs5219 search. All of the available information identified is shown in Table 5 . We exclude data of both Hani et al. and Ishiyama-Shigemoto et al. [44] that were referenced by Qin et al.
We found no information in the reference manuscript [45] , and some data in the Qin manuscript were incorrect. Data from Ohta et al. [46] were also excluded because the original article did not contain sufficient information. We did not include the Utah patients from Inoue et al. [14] because p.S1369A did not comply with HWE for the control group (p = 0.01).The Begg's correlation analysis (corrected z = 1.34 and corrected P = 0.18) and the Egger test (t = 1.25, p = 0.25) found no publication bias for SNP rs5219 (Fig 6) . A meta-analysis was conducted on a total of 10 studies, including our present study (Fig 5, Table 4 ). The total sample size was 14,136, which included 7281 cases and 6855 controls. The pooled OR was 1.14 [95% CI (1.08-1.19); p = 2 x 10
] and there was no heterogeneity between studies (p = 0.41). We also performed a meta-analysis on the Caucasian, Asian, Indian, and Mongolian ethnic groups, but the Indian and Mongolian groups were presented in one study. The pooled OR was 1.13 (1.04-1.22) for Caucasians and 1.14 (1.05-1.23) for Asians.
Linkage disequilibrium between rs757110 (ABCC8 p.S1369A) and rs5219 (KCNJ11 p.E23K) and association of haplotypes
We estimated the linkage disequilibrium (LD) between SNPs rs5219 and rs757110 and found that they were in LD (D' = 0.766, r 2 = 0.5633, χ 2 = 1012.81). We also performed a haplotype analysis for rs5219 andrs757110 and found that the haplotype rs757110[T]-rs5219[C] was associated with T2DM [ Table 6 ; OR = 1.52, 95% CI (1.04-2.24); empirical p = 0.03].
Discussion
This study assessed whether SNPs rs5219 and rs757110 are associated with a predisposition to T2DM in Siberians and found that neither SNP was associated with the disease. The power of the study reached 28% for both SNPs, and approximately 2400 case-control pairs would be required for 80% power to detect the risk allele among Caucasians. We also reviewed all available previous studies involving p.E23K (KCNJ11) and p.S1369A (ABCC8) ( Tables 3 and 5 ). To date, 67 original studies and 10 meta-analyses have analyzed the association of the p.E23K variant of KCNJ11 with T2DM (Fig 1, Table 3 ). Cohorts of American, Danish, French, Japanese, North Zealand, Scandinavian, Canadian, Sweden, Dutch, Finland, Boston cohort, Korean, Czech, African-American, Finish, Ashkenazi Jewish, Indians, Chinese, Arabian, Mongolian, urban Ghana, and Russian patients have been studied. The OR for the p.23K allele ranged from 0.69 in African Americans [17] to 1.69 in Arabians [47] . The first pooled OR from meta-analysis was 1.49 [23] and became 1.11-1.14 when the effective sample size reached 20,000 people (Fig 4) . A similar trend in the OR was observed in original studies KCNJ11/ABCC8 Association with DM2T in Russians of Asians and Caucasians. In our meta-analysis of p.E23K, the pooled OR was 1.14 and 1.11 for the Caucasian and Asian cohorts, respectively ( Table 4 ). The frequency of the K allele ranged from 0% in urban Ghana patients to 50% in Finnish patients in previous studies. Moreover, the K allele frequency was different between the race controls: 0.40 (95% CI: 0.37-0.42) for Caucasian, 0.36(95% CI: 0.34-0.38) for Asian, and 0.34(95% CI: 0.27-0.41) for Indian [42] . Schwanstecher et al. hypothesizedthat a high frequency of polymorphisms may be a consequence of the selective advantages. Reducing glucose uptake by muscle and fat led to better glucose uptake by insulin-independent tissues, such as brain [6] .We also analyzed the dependence of OR on the risk allele (p.23K) frequency using an L'abbe plot (Fig 3) and found that the OR depends more on the effective sample size than the frequency of the risk allele in the population. We also assessed if the p-values from all previous studies depended on effective sample sizes ( Fig  5) . The vertical line corresponds to an effective sample size of 5000, which is necessary for a predictive power of 80%. The horizontal line corresponds to p = 0.05. It is obvious that for all #-data was excluded from the meta-analysis (see text in article). Abbreviations: ND-no available data; CCGWA-genome-wide association study. case-control design; CCCG-case-control design candidate gene study; NS-not significant; meta-meta-analysis. *-data are given according to article Qin et al. [80] studies except one in which the sample size was more than 5000, the effective sample size showed statistically significant differences in p.E23K between the control and T2DM patients. However, all of the meta-analyses conducted had problems of heterogeneity between studies, and heterogeneity remained after separate analyses of individual races, including Caucasian, Indian, and Arabian populations. Only Asians trended towards homogeneity. Qiu et al. reported BMI as the reason for heterogeneity, which accounted for approximately 11% of the heterogeneity among the individuals studied (p = 0.03) [42] .We hypothesize that heterogeneity may also be caused by the younger mean age of the control group, since T2DM is a disease with a relatively late onset in life. Thus, a young control group may include patients that will KCNJ11/ABCC8 Association with DM2T in Russians develop T2DM in the future. The number of such persons in the control group depends on the prevalence of T2DM in the cohort set, which in turn depends on various external factors. The higher the proportion of futureT2DM patients in the control, the more the true value OR is understated. The association between p.S1369A (ABCC8) has been reported in nine available studies to date, and the pooled OR was 1.14 [95% CI (1.08-1.19)]. Heterogeneity between studies was absent. In contrast to p.E23K, p.S1369Awasassociated with T2DM not only in Asians and Caucasians, but also in Indians (Table 6, Fig 6) , where the same OR ranged from 1.13 to 1.18. The frequency of the p.1369A allele only modestly varied between populations (27-42%).
In summary, our data support the hypothesis that genetic variation located in the ABCC8/ KCNJ11 region is associated with the development of T2DM with an OR of approximately 1.15. We also found that haplotype rs757110[T]-rs5219[C] (p.23K/p.S1369) was associated with T2DM [OR = 1.52, 95% CI (1.04-2.24); empirical p = 0.03). In a previous study of ABCC8/KCNJ11, the region haplotype (p.23K/p.1369A) was also associated with T2DM [OR = 1.15 95% CI (1.03-1.29); p = 0.01] [48] . In fact, that study could not distinguish the p.23K and p.1369A alleles because the LD between SUR1 p.S1369A and Kir6.2 p.E23K was very strong in the cohort (r 2 = 0.9). Moreover, each chromosome containing the K allele in p.
E23K also contained the A allele in p.S1369A (frequency of p.E23/p.S1369 = 0.57, p.23K/ p.1369A = 0.42, and p.23K/p.S1369 = 0.01). In our study, the LD was not as strong (r 2 = 0.5633), and the rare haplotype frequency was higher (p.E23/p.S1369 = 0.56, p.23K/ p.1369A = 0.32, p.23K/p.S1369 = 0.06, and p.E23/p.1369A = 0.05). Based on our results, the p.23K/p.S1369 haplotype may be a T2DM causal variant. However, the association of p.23K/p. S1369 had borderline statistical significance, which was most likely due to the small sample size. Further studies are needed in much larger sample sizes and in populations in which chromosomes recombinant for p.E23K and p.S1369Aare higher than in European populations [48] . Given the low frequency of p.23K/p.S1369 and p.E23/p.1369A haplotypes in Europeans (~1%) and the current OR of 1.15, approximately 120,000 case/control pairs are necessary to distinguish between the two [23] .
Conclusions
Our calculations identified causal genetic variation within the ABCC8/KCNJ11 region for T2DM with an OR of approximately 1.15 in Caucasians and Asians. The OR value was not dependent on the frequency of p.E23K or p.S1369A in the populations. 
